transfer of the supernatant to a new tube, 50 l of BAN (Bromoanisole; MRC) was added to the sample, vortexed for 30 sec, and incubated at room temperature for 5 min. Tubes were spun again for 15 min at 12,000xg at 4°C, and the supernatant transferred to a new tube. C. botulinum
RNA was isolated by Marite Bradshaw in the Johnson laboratory.
RNA pools. For the validation of a select number of predicted sRNAs, a number of different RNA pools were created. For the quantitative (Q)-RT-PCR analysis of C. acetobutylicum sRNAs, a pool was created for each timepoint (i.e., unstressed 6 hrs, 12 hrs, 18 hrs, & 30 hrs, and 30 min & 1 hr after each stress) from the four replicates for each type of condition (i.e., unstressed, butanol stress, and butyrate stress). To create the pool for each timepoint, 2 µg of total RNA from each replicate were combined, and the total volume was brought up to 60 µl with nuclease-free water. Each pool was then reverse transcribed into cDNA, as described below.
Finally, 12 µl of cDNA from each timepoint pool was combined into an overall pool called Pool CAC1. Q-RT-PCR was then carried out on Pool CAC1.
For the Northern validation of C. acetobutylicum sRNAs, a different type of an RNA pool was created consisting of all timepoints and conditions from one biological replicate of all three types of cultures (i.e., unstressed, butanol stress, and butyrate stress). Equal mass of total RNA from each timepoint and culture was combined for each replicate to create this type of pool, called Pool CAC2. Several such pools were made and used. For the Northern gel, 20 µg of total RNA from Pool CAC2 were loaded, as described below. PCR product (~80 nt) was then subcloned and sequenced as above.
